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Introduction
following infection we found that lungs from both Cybb -/-and Nos2 -/-mice contain higher levels of IL-1β and neutrophils than wild type animals, although the loss of Nos2 -/-produced a much harboring Mtb in these two susceptible mouse strains differed. In wild type and Cybb -/-mice, 2 0 2 YFP-Mtb was evenly distributed between CD11b+/Ly6G+ neutrophils and the CD11b+/Ly6G-2 0 3
population that consists of macrophages and dendritic cells (Wolf et al., 2007) . This proportion 2 0 4
was dramatically altered in Nos2 -/-mice, where close to 90% of bacteria were found in the subsets. Instead, this gene plays a specific role in controlling IL1β production, neutrophil 2 0 8 recruitment to the infected lung, and disease progression. As a result, we conclude that Cybb 2 0 9
specifically promotes tolerance to Mtb infection. . CC-BY 4.0 International license peer-reviewed) is the author/funder. It is made available under a The copyright holder for this preprint (which was not . http://dx.doi.org/10.1101/232777 doi: bioRxiv preprint first posted online Dec. 21, 2017 BMDMs and BMDCs produced 4-5 fold more IL-1β after 24 hours of Mtb infection (Figure 3A production was specific to this cytokine.
The production of mature IL-1β requires two distinct signals (von Moltke et al., 2013) .
The first signal induces the expression of Il1b mRNA and subsequent production of pro-IL-1β,
and a second signal activates Caspase1, which is necessary for the processing and secretion of was unchanged between wild type and Cybb -/-BMDMs ( Figure 3G ). In contrast, under the same
conditions, the processing of Caspase1 to its active form was increased in infected Cybb
BMDMs compared to wild type cells ( Figure 3H ). Cybb -/-BMDMs, albeit over 100 times higher than infection with Mtb ( Figure 3I ). In wild type . CC-BY 4.0 International license peer-reviewed) is the author/funder. It is made available under a 1 1 activity in these cells ( Figure 3J ). Together these data show that loss of Cybb leads to hyper- /-cells also relied on these components. To identify the responsible complex, we blocked the
activation of the NLRP3 inflammasome in several distinct ways. The NLRP3 inflammasome is not be attributed to inhibition of pro-IL-1β levels, as none of these inhibitors affected Il1b mRNA
by more than two-fold. Similarly, the spontaneous IL-1β secretion observed upon PAM3CSK4 confirmed to be PDIM-positive. Prior to infection bacteria were cultured in 7H9 medium bacteria were sonicated then delivered via the respiratory route using an aerosol generation Both male and female mice were used throughout the study and no significant differences in
phenotypes were observed between sexes. Lungs from indicated mice were inflated with 10% buffered formalin and fixed for at least 24 haematoxylin and eosin (H&E). All staining was done by the Diabetes and Endocrinology
Research Center Morphology Core at the University of Massachusetts Medical School. Lung tissue was harvested in DMEM containing FBS and placed in C-tubes (Miltenyi). Collagenase type IV/DNaseI was added and tissues were dissociated for 10 seconds on a 3 6 2
GentleMACS system (Miltenyi). Tissues were incubated for 30 minutes at 37C with oscillations 21, 2017; DMEM (Sigma) containing 10% fetal bovine serum (FBS) and 20% L929 supernatant. Three supernatant (Zanoni et al., 2016) . BMDCs were then purified on day six using Miltenyi LS 3 8 6 columns first using negative selection for F480 followed by CD11c positive selection. Cells were 3 8 7 then plated and infected the following day. 
CC-BY 4.0 International license peer-reviewed) is the author/funder. It is made available under a
The copyright holder for this preprint (which was not . http://dx.doi.org/10.1101/232777 doi: bioRxiv preprint first posted online Dec. 21, 2017;  using Cell-Titer-Glo luminescent cell viability assay (Promega) following manufacturer's Mixed bone marrow chimera experiments were done essentially as previously described. Wild- to the lungs of Cybb -/-mice 5 weeks following infection (gated on live/singlets/CD45 + ). with tukey correction. CD11b + ) cells in the lung. (Ly6G-CD11b + ) in the indicated genotypes. * p-value <.05 by unpaired two-tailed t-test. are representative of two independent experiments with 3-4 biological replicates per group. Cybb -/-BMDMs infected for 24 hours with Mtb. Total Caspase1 was used as a loading control. were determined in the input and sorted fraction of MACS purification of the lung leukocytes 6 0 2 from mixed-bone marrow chimeric mice. independent experiments with 3-5 mice per group. ** p-value <.01 by unpaired two-tailed t-test. . CC-BY 4.0 International license peer-reviewed) is the author/funder. It is made available under a The copyright holder for this preprint (which was not . http://dx.doi.org/10.1101/232777 doi: bioRxiv preprint first posted online Dec. 21, 2017; 7 6 1 2 . CC-BY 4.0 International license peer-reviewed) is the author/funder. It is made available under a The copyright holder for this preprint (which was not . http://dx.doi.org/10.1101/232777 doi: bioRxiv preprint first posted online Dec. 21, 2017;  with Listeria monocytogenes. J Immunol 158, 5581-5583. Fujita, M., Harada, E., Matsumoto, T., Mizuta, Y., Ikegame, S., Ouchi, H., Inoshima, I., 
